[Abstract] Cellular quiescence (also known as G0 arrest) is characterized by reduced DNA replication, increased autophagy, and increased expression of cyclin-dependent kinase p27 [Luhrmann et al., 1982] ) to perform RNA immunoprecipitations from total RNA extracts of proliferating or quiescent HFFs. The novelty of this assay is the specific isolation of pri-miRNAs as well as other non-coding RNAs containing a TMG-cap modification.
Note: Use large-orifice pipet tips or clip the tip off of a pipet tip to aid the transfer of Protein
h. Re-pellet purified RNA by short spin for 1 min at 12,000 x g at 4 °C and aspirate 75%
ethanol.
i. Dissolve the dried m3G-capped RNA pellet in nuclease-free water (20 to 30 μl). ethidium bromide) at 100 V for 2 h, and bands are imaged with a UV transilluminator.
Data analysis
The recovery of (TMG)- Immunoprecipitated tri-methylated capped RNA was converted to cDNA using iScript cDNA synthesis kit (Bio-Rad), followed by RT-PCR, and visualized after gel electrophoresis.
Notes
This protocol could be modified to determine the location of TMG-capped RNA by separation of nuclear and cytoplasmic RNA fractions from fresh cultured cells (PARIS TM Kit).
Recipes
Note: All reagents should be made with nuclease-free water and autoclaved. 
